Material and Methods

Laser Capture Microdissection (LCM)
To detect mRNA expression of BCL2 in normal GC, MNZ and MGZ cells, we dissected these three compartments from snapped frozen reactive tonsils or spleens using LCM (Arcturus PixCell II system, Mountain View, CA). DNA-free RNA was extracted using Absolutely RNA MicroRNA Isolation Kit (Stratagene, La Jolla, CA) and were reverse transcribed into cDNA for analysis.
Quantitative RT-PCR Assay
The expression of BCL2, relative to the housekeeping gene, -actin (ACTB) was measured by real-time PCR as described previously 12 .
StaRT-PCR (Standardized Reverse Transcriptase PCR) is a competitive quantitative RT-PCR assay performed by Gene Express Inc. (Toledo, OH).
Immunohistochemistry for BCL2
Formalin-fixed, paraffin-embedded 5-µm tissue sections were stained with BCL2 (clone 24) antibody (Dako, CA) as described previously 13 
Analysis of cDNA microarray data
We correlated BCL2 protein expression and BCL2 mRNA level measured by cDNA microarray in a series of previously reported DLBCL cases 9 . 
Results and discussion
BCL2 is an anti-apoptosis factor important in normal B cell development and differentiation 14 .
Previous reports showed that both naïve and memory B-cells have detectable BCL2 protein expression while both centroblasts and centrocytes in normal GC express very low levels of BCL2 7 . There were a number of studies reporting that GC B-cells contained abundant BCL2
mRNA and hence suggesting that BCL2 protein expression may be regulated at a posttranscriptional level [4] [5] [6] . We and others have observed low mRNA expression in gene expression profiling studies of purified GC B-cells [9] [10] [11] 15 which contradict previous reports. In two previous studies using in situ hybridization, the oligonucleotide probe used was complementary to 105-134 of the translated region of BCL2 containing 100% G and C sequence. A BLAST search of this sequence showed 18-19 bp stretches that are identical to known human transcripts e.g HRY,
HSVRG1
and might lead to nonspecific binding.
We used the more accurate quantitative PCR assays on microdissected whole GC, MNZ and MGZ to provide independent confirmation of the microarray data. Real-time PCR showed that naïve and memory B-cells expressed 4-10 fold more BCL2 mRNA than GC B-cells, even though more T cells that expressed BCL2 mRNA were present in the GC than in the MNZ and MGN compartments. StaRT-PCR, a competitive quantitative PCR assay using BCL2 primers (F1 and R1) about 900 bp upstream of our real-time PCR primer pairs (F2 and R2) ( 
